Introduction
An epidemic of Zika virus infection emerged in the Americas in 2015. 1 Although, in general, such infection has mild symptoms, 1 extensive evidence indicates that it can lead to congenital anomalies and neurological disorders. [2] [3] [4] [5] [6] [7] In 2016, the International Health Regulations (2005) Emergency Committee recommended that, to detect, monitor and respond to an epidemic, affected countries should report data on the occurrence of Zika virus infection and its complications in a timely manner. 8, 9 Although most countries have since provided weekly counts of suspected and confirmed cases and agespecific attack rates, [10] [11] [12] Mexico has only reported symptomatic cases that have been confirmed, using a polymerase chain reaction diagnostic test, within five days of symptom onset. [13] [14] [15] In settings where case detection, diagnosis and reporting follow standardized surveillance protocols, the regular recording of the numbers of confirmed cases may help to identify the emergence of an epidemic, sketch the epidemic curve, characterize the spatiotemporal trends in dispersion, recognize the end of transmission and monitor the effect of any control interventions. However, to estimate the magnitude of an epidemic, we need to know not just the number of confirmed cases but also the number of suspected cases, the proportion of the suspected cases that are tested and the mean sensitivity of the test being used.
We estimated the magnitude of the epidemic of Zika virus infection in Mexico, from the number of confirmed cases among pregnant women. We also compared the incidence of congenital microcephaly, as reported, routinely, in the national birth-certificate database, over two periods: before and after Zika virus was confirmed to be circulating in Mexico.
Methods

Symptomatic infection
We estimated the total number of symptomatic cases of Zika virus infection that had occurred in Mexico between the day on which the first confirmed Mexican case was reported, i.e. 26 November 2015, 15 and 20 August 2016. We based these estimates on the reported numbers of confirmed cases among pregnant women that were reported -to the World Health Organization (WHO) by the Mexican Ministry of Health, 16, 17 over the same period. We assumed that, over our study period: (i) all pregnant women showing the symptoms of Zika virus infection were tested for the virus, as recommended in national guidelines, and (ii) the prevalence of infection among pregnant women was the same as that among the total population. To convert the absolute numbers of cases to the number of confirmed cases per 100 000 pregnancy-months, we estimated the number of pregnancymonths during the study period. For this, we first calculated the relevant annual number of live births by multiplying the numbers of Mexican women aged 15-49 years at the start of the study period, which were projected from the relevant data recorded in the 2010 national census and stratified in five-year age intervals, 18 by their corresponding age-specific fecundity rates. 19 Next, to estimate the corresponding annual number of pregnant women, the total number of live births was increased by 11.5% to account for the pregnancies that ended in stillbirth or abortion. Stillbirth and abortion rates were estimated directly from national hospital discharge and stillbirth registries, respectively. 20, 21 To account for the monthly variation in birth rates, we distributed our estimation of the annual number of pregnancies according to the monthly distribution of births in the national birth-certificate registry. 22 With this information, we estimated 3-fold higher than the corresponding number of reported cases. The monthly numbers of microcephaly cases per 100 000 live births were significantly higher after the introduction of the virus than before (incidence rate ratio, IRR: 2.9; 95% confidence interval, CI: 2.3 to 3.6), especially among the babies of women living at altitudes below 2200 m (IRR: 3.4; 95% CI: 2.9 to 3.9).
Conclusion
The Mexican epidemic appears to be much larger than indicated by estimates based solely on counts of laboratory-confirmed cases, and to be associated with significantly increased risk of microcephaly.
the number of pregnancy-months during the study period. Finally, we allocated the pregnancy-months into two strata of risk of exposure to Zika virus, according to whether the pregnant woman's place of residence was at least 2200 m above sea level. In Mexico, the Aedes aegypti mosquitoes that act as vectors of Zika virus are only endemic at altitudes of less than 2200 m above sea level. 23 We estimated altitudes of residence from the altitudes recorded, for each human settlement in Mexico, in the 2010 national census. 24 The total number of symptomatic infections with Zika virus that occurred in Mexico over our study period was estimated by multiplying the estimated cumulative incidence of symptomatic infection among pregnant women by an estimate of the total population living at altitudes below 2200 m. The latter estimate was a projection based on data collected in the 2010 national census. We also estimated the total number of asymptomatic infections, assuming that in Mexico, as observed in an outbreak in the Federated States of Micronesia, 25 there were 4.5 asymptomatic infections for each symptomatic one.
Microcephaly
Using cases of microcephaly reported in the national birth-certificate database, 22 we estimated the annualized incidence of congenital microcephaly for two periods that we categorized, in terms of Zika virus presence in Mexico, as before (1 January 2010-30 November 2015) and after (1 December 2015-30 September 2017). Using the same database, we also created a time-series of the corresponding monthly incidences of microcephaly.
Mexico's birth-certificate database contains information on all births registered in Mexico since 2010. The recorded variables include the sex and birth weight of the child, the age and place of residence of the mother and the date and place of birth. The attending physician's descriptions of any physical anomalies identified during physical examination of the baby are also recorded, as is the corresponding code from the 10th revision of the International statistical classification of diseases and related health problems (ICD-10).
26 Any anomaly coded Q02.X was assumed to represent a case of congenital microcephaly. We used such cases to estimate incidences of microcephaly, as the numbers of cases per 100 000 live births.
We then used a mathematical model, based on a Poisson interrupted time series, 27 to test the hypothesis that the incidence of microcephaly in Mexico increased significantly after Zika virus was first detected in the country. For this, we used the equation:
where Y t represents the number of cases of microcephaly in the period t, B 0 represents the baseline incidence of microcephaly, B 1 is the change in incidence over time, B 2 is an estimate of the incidence rate ratio (IRR) resulting from a comparison of incidence in the period after the virus was introduced with that in the period before introduction, T represents the time elapsed since the start of the study period, in months, and X is a dichotomous indicator coded 1 for times between 1 December 2015 and 30 September 2017 and 0 for all other times. The monthly number of births (N), incorporated as an offset term, allows the incidence of microcephaly to be estimated as cases per 100 000 live births.
We broke down the resultant timeseries into its component parts,-i.e. trend, seasonal variation and residual noise or remainder, using a seasonal-trend decomposition procedure based on a locally-weighted regression. 28 We fitted the time-series to three different generalized linear mixed models. For each, we used time as the sole fixed component, allowing a random intercept by year, and stratified by the elevation of the mother's place of residence, as in our estimation of the incidence of symptomatic virus infection. We incorporated time as a linear term, as a linear spline or as a cubic spline. 29 Linear splines allow for a change in the slope of a fitted straight line at predefined points, known as knots. Cubic splines add more flexibility, allowing the data to fit a curve over a specified time-period. Using analysis of variance, we tested the hypothesis that the time trend in reported microcephaly increased monotonically after November 2015. Using Akaike and Bayesian information criteria, we then selected the best fitting model.
Results
Symptomatic infection
We estimated that, between 25 
Microcephaly
We found that, in terms of the number of cases per 100 000 births, the incidence of microcephaly in the period after the Zika virus was introduced in the country was significantly higher than that in the period before introduction. In Mexico, 12.7 million births were registered and 468 cases of congenital microcephaly were reported during the period before Zika virus introduction. The corresponding estimated incidence of microcephaly was 3.7 (95% confidence interval, CI: 3.34 to 4.01) cases per 100 000 births. In contrast, during the period after the Zika virus was introduced, there were 3.7 million births registered and 428 reported cases of microcephaly, giving an estimated cumulative incidence of 11.5 (95% CI: 10.42 to 12.6) cases per 100 000. The Poisson interrupted timeseries model indicated a corresponding increase in the rate of microcephaly of about 3-fold (IRR: 2.9; 95% CI: 2.3 to
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3.6).
As expected, the increase was more pronounced among those living at less than 2200 m above sea level (IRR: 3.4; 95% CI: 2.9 to 3.9) than among those living at higher altitudes (IRR: 2.7; 95% CI: 1.2 to 3.4). Fig. 1 shows the monthly incidences among mothers living below 2200 m and at higher altitudes.
When the goodness-of-fit of each of the three generalized linear mixed models was compared (Table 2) , the linear-spline model was found to be a good fit to the data from both altitude categories. The cubic-spline model was, however, only a good fit to the data for populations living at less than 2200 m above sea level (Fig. 2) .
Discussion
We estimated that 60 172 symptomatic infections with Zika virus occurred in Mexico between 25 November 2015 and 2 September 2016. Although we believe that this estimate is conservative, it is still about 40 times higher than indicated by the corresponding incidence rate previously reported, 1.66 cases per 100 000 population, 16 and almost 30 times higher than the number of confirmed Zika cases reported for Mexico during this time. 17 Our other estimates indicate a threefold increase in incidence of microcephaly following the confirmed introduction of Zika virus. Much of our mathematical modelling also indicates that the introduction of the virus was positively associated with a significant increase in the monthly incidence of microcephaly, particularly among populations living lower than 2200 m above sea level.
Our national estimate of the number of symptomatic Zika virus infections that occurred per 100 000 pregnancymonths, i.e. 36.11-66.18 cases, appears low compared with the corresponding values reported for Brazil (131.4), Colombia (210.3) and Venezuela (183.4). 16, 17 However, the Mexican incidence numbers showed considerable geographical variation and the numbers for the states of Guerrero (265.3), Chiapas (197.4), Colima (121.6) and Oaxaca (115.6) were closer to those reported in South America. Given the problem posed by dengue virus, 30 also transmitted by Aedes aegypti, 23 in the same areas, we were surprised by the relatively low incidences of symptomatic Zika virus infection we recorded among the pregnant women living in the states of Jalisco, Nayarit and Tamaulipas. There may well be underreporting of confirmed cases in these states.
Although we believe that our research provided a reasonable estimate of the magnitude of the Zika virus epidemic in Mexico, it had several limitations. First, we assumed that, during our period of interest, and as recommended in national guidelines, all pregnant women showing the symptoms of Zika virus infection in Mexico were tested for such infection within five days of symptom onset. Given the many resource-poor 
settings and the many unintended and late-recognized pregnancies 31 that occur in Mexico, this seems unlikely. Zika virus infection in some pregnant women may have gone undetected because testing did not occur within five days of symptom onset, the women were not aware that they were pregnant and/or the women's symptoms were so mild that the women did not seek health care. In Mexico, however, pregnant women in their second and third trimesters use health services more intensively than any other population group. 32 The level 33 If we assume that the prevalence of infection in the untested is the same as that in the tested, and that the test used has a sensitivity of 100%, these figures indicate that 5.5% of the symptomatic infections in pregnant women are never detected. However, as we could not tell if the Instituto's data were nationally representative, we decided not to assume that our estimates of the numbers of symptomatic infections in pregnant women were 5.5% too low.
Another potential source of bias in our approach is our assumption that, compared with other individuals, pregnant women are no more and no less susceptible to Zika virus infection and no more or less likely to develop the characteristic symptoms of such infection once infected. However, the results of a large-scale study of 28 219 non-pregnant symptomatic cases in Puerto Rico indicated that incidence of symptomatic infection among females was markedly higher than that among males: 936 versus 576 cases per 100 000. 34 These results, and similar data from Brazil, 35 the Federated States of Micronesia 36 and Mexico, 15 indicate that, compared with males, females are more likely to be infected, more likely to develop the characteristic symptoms once infected and/or more likely to be tested once symptomatic, perhaps because of concern about congenital abnormalities. One conclusion of a recent systematic review was that sexual transmission may be responsible for a substantial proportion of cases of Zika virus disease. 37 In particular, such transmission may act as a maintenance mechanism during periods of low vector density. 38 Although the topic remains controversial, 39, 40 we cannot exclude the possibly that pregnancy-related changes in a woman's immune system enhance her susceptibility to symptomatic Zika virus infection. 41 Like our estimation of the incidence of symptomatic infection with Zika virus, our evaluation of the temporal trend in the incidence of congenital microcephaly in Mexico also has its limitations. Although a sharp increase in microcephaly incidence, after Zika virus was first confirmed in Mexico, is visible in the birth-certificates data that we examined, this increase, like the similar one reported in Colombia, 42 cannot be unequivocally attributed to the arrival of the virus. Instead, it may represent a random co-occurrence or an increase in the percentage of cases reported, e.g. as a result of increased awareness of the possible association of microcephaly with Zika virus, or it may have another, as-yet unidentified cause. However, the fact that, in our study, the sharp increase was more apparent in the population living lower than 2200 m 23 adds support to the theory that Zika virus was the main or only cause of the increase. In Fig. 1 the shape of the curve showing the monthly incidence of congenital microcephaly among women living below 2200 m above, suggests that Zika virus may have been circulating in Mexico for at least a few weeks before the first case of human infection with the virus was confirmed in the country, in November 2015. This possibility has been mentioned before. 43, 44 The cases of microcephaly recorded on birth certificates are the result of passive reporting by the physicians attending the births and are not subject to any form of validation. Under these conditions, misclassification of the type of congenital anomaly present, if any, and failure to notice and/or record a mild congenital anomaly that is present may be quite common. [45] [46] [47] [48] Evaluation of the accuracy and validity of the Mexican birth-certificate database appears not to been done in this regard. Our estimate of the incidence of microcephaly in Mexico before Zika virus was introduced, i.e. 3.7 cases per 100 000 live births, appears to be relatively low when compared with the rates reported for Europe 2 and the United States of America, 49 i.e. 19 and 20-120 cases per 100 000 live births, respectively. Plausible explanation is that most of the microcephaly cases reported on birth certificates in Mexico are the more severe cases that are clinically obvious and that many milder cases go unreported.
According to our estimates, there were 177 more Mexican cases of microcephaly after the virus was introduced than might have been predicted from the trend before introduction, i.e. 177 cases that could be, tentatively, attributed to maternal infection with Zika virus. Based on this value and assuming a range of 3.4-10 cases of microcephaly per 1000 pregnant women infected with Zika virus, 2 we can estimate the number of pregnant women in Mexico who were infected with Zika virus by 30 September 2017 to lie between 18 000 and 52 000. In a previous mathematical simulation, the number of Zika-virus-attributable cases of microcephaly that would have occurred in Mexico by 10 December 2017 was predicted to lie between 314 and 1493. 44 By epidemiological week 30 of 2017, however, Mexico had only formally reported 15 confirmed cases of such microcephaly. 17 Compared with the excess of 177 microcephaly cases apparent in the birth-certificate database, this number seems rather small. This number probably illustrates the limitations of using only confirmed cases among pregnant women to monitor the complications of the epidemic of Zika virus infection.
In conclusion, a surveillance system based solely on confirmed cases is unlikely to capture the magnitude of an epidemic of Zika virus infection and needs to be supported by the routine collection and analysis of other data. Despite the limitations of our assessment, our results hint at the true magnitude of the epidemic in Mexico and of the full burden that the epidemic does and may place on Mexico's health system. If the trends we observed continue, the annual number of infants born with microcephaly in Mexico may continue to rise.
In its response to epidemics of Zika virus and other pathogens, Mexico's health system needs to strengthen its surveillance and response capacities, improve the quality of its data collection and sharing, develop greater transparency and, whenever possible, adopt more accurate and sensitive diagnostic tests. ■ Competing interests: None declared. s'avère 7,3 fois supérieure au nombre de cas effectivement signalés pour la même période. Les chiffres mensuels des cas de microcéphalie pour 100 000 naissances vivantes sont considérablement plus élevés après l'introduction du virus qu'avant l'introduction du virus (rapport des taux d'incidence, RTI: 2,9; intervalle de confiance (IC) de 95%: 2,3-3,6), notamment chez les enfants nés de mères vivant à des altitudes inférieures à 2200 mètres (RTI: 3,4; IC 95%: 2,9-3,9). Conclusion L' épidémie mexicaine semble bien plus importante que ce qu'indiquent les estimations uniquement fondées sur les cas confirmés en laboratoire et semble être associée à un risque considérablement plus élevé de microcéphalie. случаев. Ежемесячное количество случаев микроцефалии на 100 000 родившихся живыми младенцев было значительно выше после внедрения вируса, чем до этого (коэффициент заболеваемости, IRR (incidence rate ratio): 2,9; 95%-й доверительный интервал, ДИ: от 2,3 до 3,6), особенно среди младенцев, чьи матери проживают на высоте ниже 2200 м над уровнем моря (IRR: 3,4; 95%-й ДИ: от 2,9 до 3,9). Вывод Эпидемия в Мексике, по-видимому, имеет намного больший масштаб, чем указано в оценках, основанных исключительно на подсчетах лабораторно подтвержденных случаев, и связана со значительным повышением риска микроцефалии.
Резюме
Resumen Estimación de infecciones de virus Zika, México
Objetivo Evaluar la magnitud de la epidemia de infección del virus Zika y el riesgo asociado de microcefalia en México. 
9).
Conclusión La epidemia mexicana parece ser mucho más grande que las estimaciones indicadas basadas solamente en la contabilización de casos confirmados por laboratorio y está asociada con un incremento significativo de riesgo de microcefalia.
